The molecular frame of the reported series of new polyheterocyclic compounds was intended to combine the potent phenothiazine and benzothiazole pharmacophoric units. The synthetic strategy applied was based on oxidative cyclization of N-(phenothiazin-3-yl)-thioamides and it was validated by the preparation of new 2-alkyl-and 2-aryl-thiazolo [5,4-b]phenothiazine derivatives. Optical properties of the series were experimentally emphasized by UV-Vis absorption/emission spectroscopy and structural features were theoretically modelled using density functional theory (DFT). In vitro activity as antileukemic agents of thiazolo [5,4-b]phenothiazine and N-(phenothiazine-3-yl)-thioamides were comparatively evaluated using cultivated HL-60 human promyelocytic and THP-1 human monocytic leukaemia cell lines. Some representatives proved selectivity against tumour cell lines, cytotoxicity, apoptosis induction, and cellular metabolism impairment capacity. 2-Naphthyl-thiazolo [5,4-b]phenothiazine was identified as the most effective of the series by displaying against THP-1 cell lines a cytotoxicity close to cytarabine antineoplastic agent.
Introduction
Heterocyclic compounds containing nitrogen and sulphur were frequently evidenced in many biological active compounds of both natural and synthetic origins. Two heteroaromatic compounds commonly recognized for a broad spectrum of pharmacological activities are tricyclic phenothiazine (PTZ) [1] and bicyclic benzothiazole (BTA) [2] , each of them with individual synthetic representatives sharing high therapeutic potency as antimicrobial, antimalarial, anthelmintic, analgesic, or anti-inflammatory drugs. The antimicrobial activity of the phenothiazinium salts was exploited in medical and environmental research [3] , while the electronic properties of the neutral PTZ-based chromophores finely tuned by variable substitution on the peripheral benzene rings [4] [5] [6] make this a versatile substrate that is recommended for materials scientific investigations.
Recently, the potential anticancer activity of both PTZ and BTA seemed to be of high research interest. PTZ derivatives, commonly highly related to their neuroleptic action, also exhibited antiproliferative effect, anti-calmodulin (CAM) action, and inhibition of protein kinases or P-glycoprotein (Pgp) transport function [7] . The anti-proliferative activity appeared more strongly correlated to the substituents attached to the carbon atoms of the ring, which increased lipophilicity, and less correlated to the nature of the side chain connected to the heterocyclic nitrogen atom [8] . A direct interaction between PTZ derivatives capable of creating hydrogen bonds and Pgp was also documented as crucial for inhibition of the transport function of the protein and increase of cellular chemosensitivity [9] . Synthetic azaphenothiazines and benzo [a] phenothiazines presented in vitro anticancer effects on various cell lines [10, 11] . Some antipsychotic PTZ drugs showed effects on leukaemia cells [12, 13] . BTA derivatives were also evidenced as anticancer agents based on their topoisomerase, microtubule polymerization, or Cytochrome P450 enzyme inhibition activity [14] . Merging the structure of BTA with other heterocycles appeared as a versatile approach in the design of drug-like molecules with a new pharmacological profile, action, or toxicity and therefore, 2-substituted BTA derivatives were encompassed in the design of several novel drug candidates [15] [16] [17] .
As a synthetic target, 2-substituted BTA may be available by alternative routes involving the condensation of 2-aminothiophenols with carbonyl/carboxylic acid derivatives (acyl chlorides, esters, nitriles), or the cyclization of thiobenzanilides, with a wide range of methodologies developed in order to improve the reaction selectivity, purity, and yield [18] . The intramolecular cyclization of anilides appears as a convenient alternative prompted by copper- [19] [20] [21] [22] [23] [24] or iron-based [25] catalysts.
The association of the potent PTZ and thiazole pharmacophores under the same molecular frame was the target of our on-going concern for a rational design of new biologically active compounds. In some of our previous reports, these heterocyclic units appeared separated by a spacer (antitumoral phenothiazinyl-thiazolyl-hydrazine derivatives [26] ) or directly joined (antimicrobial benzothiazolylphenothiazine derivatives [27, 28] ). In this work, we described the synthesis and characterization of new representatives of polyheterocyclic compounds containing benzo-fused BTA/PTZ. In the structure of the new 2-substituted-thiazolo [5,4-b] phenothiazine derivatives (TAPTZ), heterocyclic PTZ and BTA units share a central benzene ring and thus offer a similar substitution pattern that is significant for their biological activity. In support of our reasoning, Figure 1 shows the chemical structures of selected PTZ and BTA derivatives with anti-proliferative activity, together with their beneficial overlap in the new TAPTZ derivatives. The in vitro biological experiments described herein were designated to comparatively evaluate the anti-proliferative efficacy of target TAPTZ versus their PTZ precursors as antileukemic agents in human leukaemia cell growth. 
Results

Synthesis of Thiazolo[5,4-b]phenothiazine Derivatives
The synthetic strategy applied for the preparation of the new TAPTZ heterocyclic structure was founded on the selection of PTZ as a building block laid open for assembling the BTA unit, as illustrated in Scheme 1. 
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Synthesis of Thiazolo[5,4-b]phenothiazine Derivatives
The synthetic strategy applied for the preparation of the new TAPTZ heterocyclic structure was founded on the selection of PTZ as a building block laid open for assembling the BTA unit, as illustrated in Scheme 1. The starting N-(phenothiazin-3-yl)-amides 1a-e, were prepared from 3-amino-PTZ precursor (conveniently accessible according to our reported microwaves assisted amination procedure [29] ) by acylation with different acyl chlorides. The N-(phenothiazine-3-yl)-thioamides 2a-e were synthesized in variable yields using Lawesson's reagent for the conversion of amide functional group into its thio-analogue. In the last step TAPTZ 3a-e were obtained by thiazole ring closure under oxidative conditions [25] . The best cyclization yields were obtained in the synthesis of 3d by taking benefit of the electron withdrawing effect of the nitro substituent which disabled the competitive conversion to 1d.
The structure of each new TAPTZ 3a-e, N-(phenothiazine-3-yl)-thioamide 2a-e intermediate, and starting amide 1a-e were unambiguously assigned by 1 H-/ 13 C-NMR, UV-vis, and IR spectroscopy and confirmed by high resolution mass spectrometry.( 1 H-/ 13 C-NMR and ESI-HRMS spectra of 3a−e are presented in supplementary material). In 1 H-NMR spectra of 3a-e, the key signals arising from the protons attached to the central benzene ring gave two distinct singlets situated in the regions 7.74-7.84 and 7.18-7.20 ppm, respectively. The more shielded singlet corresponded to the proton situated in the spatial proximity of the N-methyl group, as confirmed by homonuclear twodimensional Nuclear Overhauser Effect Spectroscopy 2D NOESY experiments involving saturation of the transitions corresponding to the three equivalent protons of the methyl group (2D-NOESY spectrum of 3a is presented in supplementary material). The chemical shift value of the low field singlet appeared slightly influenced by the nature of the substituent attached to the marginal thiazole ring. (NMR spectra of 3a-e are presented in supplementary material).
Spectral Properties
Each TAPTZ 3a-e exhibited two UV absorption bands situated in the range 250-264 and 326-424 nm, respectively ( Table 1 ). The allowed electronic transitions typical to the phenothiazine core were responsible for the higher energy absorption band also observable in the spectra of N-(phenothiazine-3-yl)-thioamides 2a-e and amides 1a-e, respectively, as exemplified in Figure 2a by the overlaid UV absorption spectra of the phenyl substituted derivatives. The second absorption band situated at longer wavelengths was characterized by lower intensity and a strong dependence of its location on the electronic properties of the substituents attached in position 2 of the thiazole unit (Figure 2b ). The absorption of t-butyl-TAPTZ 3a occurred at higher energy, while the aromatic substituents enabled a bathochromic shift of 44-98 nm. The starting N-(phenothiazin-3-yl)-amides 1a-e, were prepared from 3-amino-PTZ precursor (conveniently accessible according to our reported microwaves assisted amination procedure [29] ) by acylation with different acyl chlorides. The N-(phenothiazine-3-yl)-thioamides 2a-e were synthesized in variable yields using Lawesson's reagent for the conversion of amide functional group into its thio-analogue. In the last step TAPTZ 3a-e were obtained by thiazole ring closure under oxidative conditions [25] . The best cyclization yields were obtained in the synthesis of 3d by taking benefit of the electron withdrawing effect of the nitro substituent which disabled the competitive conversion to 1d.
The structure of each new TAPTZ 3a-e, N-(phenothiazine-3-yl)-thioamide 2a-e intermediate, and starting amide 1a-e were unambiguously assigned by 1 H-/ 13 C-NMR, UV-vis, and IR spectroscopy and confirmed by high resolution mass spectrometry.( 1 H-/ 13 C-NMR and ESI-HRMS spectra of 3a-e are presented in supplementary material). In 1 H-NMR spectra of 3a-e, the key signals arising from the protons attached to the central benzene ring gave two distinct singlets situated in the regions 7.74-7.84 and 7.18-7.20 ppm, respectively. The more shielded singlet corresponded to the proton situated in the spatial proximity of the N-methyl group, as confirmed by homonuclear two-dimensional Nuclear Overhauser Effect Spectroscopy 2D NOESY experiments involving saturation of the transitions corresponding to the three equivalent protons of the methyl group (2D-NOESY spectrum of 3a is presented in supplementary material). The chemical shift value of the low field singlet appeared slightly influenced by the nature of the substituent attached to the marginal thiazole ring. (NMR spectra of 3a-e are presented in supplementary material).
Each TAPTZ 3a-e exhibited two UV absorption bands situated in the range 250-264 and 326-424 nm, respectively ( Table 1 ). The allowed electronic transitions typical to the phenothiazine core were responsible for the higher energy absorption band also observable in the spectra of N-(phenothiazine-3-yl)-thioamides 2a-e and amides 1a-e, respectively, as exemplified in Figure 2a by the overlaid UV absorption spectra of the phenyl substituted derivatives. The second absorption band situated at longer wavelengths was characterized by lower intensity and a strong dependence of its location on the electronic properties of the substituents attached in position 2 of the thiazole unit ( Figure 2b ). The absorption of t-butyl-TAPTZ 3a occurred at higher energy, while the aromatic substituents enabled a bathochromic shift of 44-98 nm. In acetonitrile solution, upon excitation with the corresponding longest wavelength absorption maxima, TAPTZ derivatives generated broad, unstructured emission bands situated in the visible range (Figure 3 ), excepting the most polar nitro-phenyl-TAPTZ 3d, with emission quenched by dipolar interactions with the solvent. Large Stokes shift values (Table 1) typical to phenothiazine derivatives were detected, suggesting a significant structural reorganization of the polarized excited state as compared to the ground state [30] . In acetonitrile solution, upon excitation with the corresponding longest wavelength absorption maxima, TAPTZ derivatives generated broad, unstructured emission bands situated in the visible range (Figure 3 ), excepting the most polar nitro-phenyl-TAPTZ 3d, with emission quenched by dipolar interactions with the solvent. Large Stokes shift values (Table 1) typical to phenothiazine derivatives were detected, suggesting a significant structural reorganization of the polarized excited state as compared to the ground state [30] . 
Computational Data
The molecular structures of the new TAPTZ 3a-e have been studied by using density functional theory (DFT) as implemented in the Spartan 06 software package (Version 06, Wavefunction, Inc., Irvine, CA, USA). The energies of frontier molecular orbitals (FMOs) (EHOMO, ELUMO) corresponding to the optimized geometry of the lowest energy structure were computed at the B3LYP/6-31G* level of theory and the results were summarized in Table 1 . The FMO plots for each TAPTZ indicated that highest occupied molecular orbital HOMO was located on the PTZ core, while lowest unoccupied molecular orbital LUMO included the BTA and the aromatic substituent. Figure 4 shows the frontier molecular orbital density plots for naphthyl-TAPTZ 3e (frontier molecular orbital density plots for compounds 3a-d are presented in supplementary material). Figure 4 . Frontier molecular orbital density plots for TAPTZ 3e resulted from DFT calculations performed at B3LYP/6-31G* level of theory (the iso-contour value was set to 0.02). The orbital wave functions are positive in regions coloured in red and negative in regions coloured in blue. The ball and stick molecular models display carbon atoms in grey, hydrogen atoms in white, sulfur atoms in yellow and nitorogen atoms in blue.
HOMO LUMO
The variation of electron density in TAPTZ 3a-e was modelled by generating the molecular electrostatic potential surface (EPS), as illustrated in Figure 5 , which displays the overall molecular shape with electron rich regions coloured in red and electron poor regions in blue colour on the surface. In each case, the heteroatoms of the phenothiazine core shared comparable electron densities, while the thiazole ring appeared much more polarized, accumulating the negative charge on the nitrogen atom, and, consequently, it may be designated as the most probable site for intermolecular electrostatic interactions. The substituent attached in position 2 slightly modulates the electrostatic charge on heteroatoms, as depicted in Figure 5 .
The overall polarization of the polyheterocyclic structure expressed in terms of dipole moment is presented in Table 1 . 
Computational Data
The molecular structures of the new TAPTZ 3a-e have been studied by using density functional theory (DFT) as implemented in the Spartan 06 software package (Version 06, Wavefunction, Inc., Irvine, CA, USA). The energies of frontier molecular orbitals (FMOs) (E HOMO , E LUMO ) corresponding to the optimized geometry of the lowest energy structure were computed at the B3LYP/6-31G* level of theory and the results were summarized in Table 1 . The FMO plots for each TAPTZ indicated that highest occupied molecular orbital HOMO was located on the PTZ core, while lowest unoccupied molecular orbital LUMO included the BTA and the aromatic substituent. Figure 4 shows the frontier molecular orbital density plots for naphthyl-TAPTZ 3e (frontier molecular orbital density plots for compounds 3a-d are presented in supplementary material). 
HOMO LUMO
The overall polarization of the polyheterocyclic structure expressed in terms of dipole moment is presented in Table 1 . . Frontier molecular orbital density plots for TAPTZ 3e resulted from DFT calculations performed at B3LYP/6-31G* level of theory (the iso-contour value was set to 0.02). The orbital wave functions are positive in regions coloured in red and negative in regions coloured in blue. The ball and stick molecular models display carbon atoms in grey, hydrogen atoms in white, sulfur atoms in yellow and nitorogen atoms in blue.
Biological Properties
The antiproliferative activity of the obtained series of N-(phenothiazine-3-yl)-thioamides 2a-e and polyheterocyclic TAPTZ 3a-e was investigated in vitro using cultured HL-60 human promyelocytic and THP-1 human monocytic leukaemia cell lines, versus cytarabine, an antineoplastic agent used in the treatment of leukaemia. The cytotoxicity of the studied compounds was assessed using the MTT colorimetric assay and quantified using the parameter median inhibitory concentration (IC50); their inhibitory activity against tumour and normal cells in vitro covered a wide range of values, as summarized in Table 2 . Nitro-derivatives 2d, 3d did not demonstrate significant growth inhibition against either tumour cells or normal cells. A close inspection of the IC50 values listed in Table 2 shows that naphthyl substituted TAPTZ 3e displayed the most noticeable cytotoxic effect, with an estimated IC50 value closest to cytarabine standard against THP-1 and a less pronounced anti-proliferative activity against HL-60 cells, while the corresponding N-(phenothiazin-3-yl)-thioamide 2e seemed completely 
The antiproliferative activity of the obtained series of N-(phenothiazine-3-yl)-thioamides 2a-e and polyheterocyclic TAPTZ 3a-e was investigated in vitro using cultured HL-60 human promyelocytic and THP-1 human monocytic leukaemia cell lines, versus cytarabine, an antineoplastic agent used in the treatment of leukaemia. The cytotoxicity of the studied compounds was assessed using the MTT colorimetric assay and quantified using the parameter median inhibitory concentration (IC 50 ); their inhibitory activity against tumour and normal cells in vitro covered a wide range of values, as summarized in Table 2 . Table 2 . Half inhibitory concentration (IC 50 ) calculated using sigmoidal dose-response relationship for N-(phenothiazine-3-yl)-thioamides (2a, 2c, 2e), TAPTZ 3a, 3c, 3e, and cytarabine, respectively, against THP-1 and HL-60 tumour cells and normal peripheral blood mononuclear cells (PBMCs) in vitro. Table 2 shows that naphthyl substituted TAPTZ 3e displayed the most noticeable cytotoxic effect, with an estimated IC 50 value closest to cytarabine standard against THP-1 and a less pronounced anti-proliferative activity against HL-60 cells, while the corresponding N-(phenothiazin-3-yl)-thioamide 2e seemed completely inactive. None of the compounds with anti-proliferative activity against tumour cells (3e, 2a, 2c) influenced the survival of the normal peripheral blood mononuclear cells (PBMCs) during the same time period and concentration range, thus proving a marked selectivity.
Cpd
The most efficient compounds (3e, 2a, 2c) were tested for their capacity to trigger the programmed cell death in the leukaemia cell lines (Figure 6 ). The early apoptotic process was revealed within 4 h after the exposure of the cells to the tested compounds, and the tendency rose when cells were treated for 8 h. A remarkable apoptotic effect was observed for TAPTZ 3e on both THP-1 and HL-60 cell lines (one-way analysis of variance, Dunnet multiple comparison test, p < 0.0001). N-(Phenothiazin-3-yl)-pivalamide 2a was also effective against both cell lines. The parallel measurement of necrotic cells stained with propidium iodide (PI) also displayed the largest number of necrotic cells in populations treated with TAPTZ 3e, while 2a caused necrosis mainly in THP-1 cells. The apoptosis induction capacity of 2c, although inferior to 3e in THP-1 cells (one-way analysis of variance ANOVA, Bonferroni post-test, p < 0.001) and at the 8-h time point even in HL-60 cells, is well balanced by the low proportion of necrotic cells, showing a prevalence to programmed cell death induction. A similar behaviour of PTZ derivatives was previously mentioned with respect to compound selectivity towards normal lymphocytes [31, 32] and therefore we presume that the mechanism of apoptosis induction in treated THP-1 and HL-60 cells may be associated with the inhibition of mitochondrial DNA polymerase, decreased ATP production, and caspases fragmentation. 3e, 2a, 2c) influenced the survival of the normal peripheral blood mononuclear cells (PBMCs) during the same time period and concentration range, thus proving a marked selectivity. The most efficient compounds (3e, 2a, 2c) were tested for their capacity to trigger the programmed cell death in the leukaemia cell lines (Figure 6 ). The early apoptotic process was revealed within 4 h after the exposure of the cells to the tested compounds, and the tendency rose when cells were treated for 8 h. A remarkable apoptotic effect was observed for TAPTZ 3e on both THP-1 and HL-60 cell lines (one-way analysis of variance, Dunnet multiple comparison test, p < 0.0001). N-(Phenothiazin-3-yl)-pivalamide 2a was also effective against both cell lines. The parallel measurement of necrotic cells stained with propidium iodide (PI) also displayed the largest number of necrotic cells in populations treated with TAPTZ 3e, while 2a caused necrosis mainly in THP-1 cells. The apoptosis induction capacity of 2c, although inferior to 3e in THP-1 cells (one-way analysis of variance ANOVA, Bonferroni post-test, p < 0.001) and at the 8-h time point even in HL-60 cells, is well balanced by the low proportion of necrotic cells, showing a prevalence to programmed cell death induction. A similar behaviour of PTZ derivatives was previously mentioned with respect to compound selectivity towards normal lymphocytes [31, 32] and therefore we presume that the mechanism of apoptosis induction in treated THP-1 and HL-60 cells may be associated with the inhibition of mitochondrial DNA polymerase, decreased ATP production, and caspases fragmentation. The alteration of cell reducing capacity after the treatment with N-(phenothiazin-3-yl)-thioamides in series 2 and TAPTZ in series 3 was evaluated based on Alamar Blue stain reduction in viable cells, as an indicator of cellular metabolism impairment [33] (supplementary material Figure  S1 ). The THP-1 cell reducing capacity diminished significantly after treatment with 2a, 2c, 3a, 3c, 3e. Compounds 2c, 3a, 3b, 3e showed similar activity against HL-60 populations, and according to the correlation with the minor modifications of PBMC viability, none of the tested compounds had the capacity to influence the metabolism of the normal leukocytes. It is known that PTZ influence the The alteration of cell reducing capacity after the treatment with N-(phenothiazin-3-yl)-thioamides in series 2 and TAPTZ in series 3 was evaluated based on Alamar Blue stain reduction in viable cells, as an indicator of cellular metabolism impairment [33] (supplementary material Figure S1 ). The THP-1 cell reducing capacity diminished significantly after treatment with 2a, 2c, 3a, 3c, 3e. Compounds 2c, 3a, 3b, 3e showed similar activity against HL-60 populations, and according to the correlation with the minor modifications of PBMC viability, none of the tested compounds had the capacity to influence the metabolism of the normal leukocytes. It is known that PTZ influence the drug transportation through Pgp pumps [34] and therefore the metabolic alteration can be related to this capacity. Compounds with significant cytotoxicity 2c, 3e against tested cell lines typically affected the cellular metabolic activity as well, while 2a (which presented a lower toxicity upon HL-60 populations) did not influence the reducing environment of the cells, even though its capability to induce apoptosis was evidenced.
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Discussion
The described synthetic protocol offers a reliable route to the heterocyclic system containing benzo-fused thiazole and phenothiazine units with linear arrangement. Apart from the preparation of various 2-substituted TAPTZ derivatives, the scope of this methodology can be broadened to the preparation of novel constitutional isomers of TAPTZ when starting with different position isomers of the amino-phenothiazine precursors.
The optical absorption and emission properties of TAPTZ derivatives appear slightly modulated by the nature of the substituent attached to the thiazole unit. UV-Vis absorption and emission spectroscopy can be conveniently employed in the detection of the TAPTZ derivatives in various environments. The large Stokes shift values recommend TAPTZ derivatives approaching near IR emission maxima (e.g., 3e) for imagistic applications.
The tested series of TAPTZ derivatives and N-(phenothiazine-3-yl)-thioamides displayed generally modest biological activity. Based on structural similarity with previously reported PTZ derivatives with anti-proliferative activity, TAPTZs emphasized a favourable substitution pattern of the PTZ core induced by the fusion of the thiazole ring, possible hydrogen bond associations involving mainly the nitrogen atom of the thiazole unit, and biological activity increased by the presence of hydrophobic substituents.
Materials and Methods
All chemicals used were of reagent grade. The reaction progress was monitored by thin layer chromatography on Merck DC Alufolien, silica gel 60 F 254 and components were visualized by UV lamp VL-4LC. Purification by flash chromatography was performed on silica gel 60 (particle size 0.032-0.063 mm) and recrystallization.
EI-MS spectra were recorded on a GC-MS QP 2010 Shimadzu mass spectrometer and HRMS spectra on Thermo LTQ Orbitrap XL. NMR spectra were recorded at room temperature in solution on 400 or 600 MHz Bruker Avance instruments. Chemical shifts are expressed in terms of δ (ppm) relative to standard tetramethylsilane (TMS).
General Procedure for Obtaining
To a mixture of 3-amino-10-methyl-10H-phenothiazine [22] (6.5 mmol) and TEA (7 mmol) in CH 2 Cl 2 (20 mL) at 0 • C and under inert atmosphere was added the corresponding acyl-chloride (6.5 mmol). After stirring at room temperature for 12 h, the reaction mixture was concentrated and further diluted with brine (50 mL). The two phases were separated and the water phase was extracted with dichloromethane (3 × 100 mL). The combined organic phases were dried and the solvent was evaporated. The crude product was subjected to column chromatography (silica gel, toluene, or toluene/acetone = 10/1) which provided 1a-e as white or cream powder.
N-(10-Methyl-10H phenothiazin-3-yl)pivalamide (1a). Purification by flash chromatography gave 1a (1.6 g, 80%) as white solid, m.p. 188-190 • C. 1 
Cell Viability Tests
Cell viability was tested with Trypan Blue staining and optical microscope examination. Stock solutions of 40 mM in dimethyl sulfoxide (DMSO, from Titolchimica, Pontevecchio Polesine, RO, Italy) are prepared. Compounds were diluted in a mixture of DMSO:PEG 400 in a proportion of 1:1. Twenty micromolar (20 mM) solutions of tested compounds were prepared in a sterile glucose 5% solution (Braun Melsungen AG, Melsungen, Germany), slightly acidified to pH 6.8-6.9 to obtain a better solubility; the solutions were sonicated. Cells were treated with the tested compounds at dilution series of 1000 to 1.25 µM final concentrations in cell suspension. As positive reference, 0.01-250 µM solutions of cytarabine (Cytosar, from Actavis, Dublin, Ireland)-an antineoplastic agent used in leukaemia, which inhibits the synthesis of deoxyribonucleic acid-were used.
The compounds potential for auto-fluorescence and colour background was tested. The cytotoxicity of the compounds was assessed using the MTT colorimetric method [37] ; the IC 50 parameter was calculated from the dose-response curve (GraphPad Prism 5 software, version 5, GraphPad Company, San Diego, CA, USA).
The metabolic activity of the treated cells was evaluated using the resazurin-based quantitative method (Alamar Blue reagent purchased from Life Technologies, Carlsbad, CA, USA), as an alternative to cell viability testing. The cytoplasm of viable cells is able to reduce resazurin to resorufin, a red-colour and highly fluorescent dye, whose intensity is related to the number of living cells within the population. The cells were plated on 96-well microplates and treated in the same way and with identical concentrations as for the MTT test, the wells were stained with Alamar Blue in a proportion of 20:100 µL, and after 2 h of incubation the fluorescence emission was measured at 620 nm.
Apoptosis was measured using Alexa Fluor 480-labelled AnexinV marker, and with the propidium iodide stain which binds the DNA by random intercalation between nuclear bases in death cells (reagents from Life Technologies). The cells were seeded in 24-well plates at a concentration of 10 6 cells/mL media and treated for 4 and 8 h, respectively, with a final concentration of 250 µM tested compound. The harvested cells were washed in cold PBS and suspended in staining buffer. Samples were divided in two aliquots, stained with Alexa Fluor Annexin V, or with PI, respectively. After 15 min incubation, the cells were washed in cold PBS, suspended in 100 µL buffer, and the fluorescence was measured in triplicate at 530-575 nm using 488 nm excitation.
Supplementary Materials: Supplementary materials can be found at www.mdpi.com/1422-0067/18/7/1365/s1.
